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[57] ABSTRACT 
An apparatus which includes the combination of a sub 
marine gel tank, for the electrophoresic separation of, 
for example, nucleic acid molecules on agarose slab 
gels, with a vacuum applying means which transfers the 
separated molecules form the gel, without further han 
dling, to a ?lter membrane by means of a controlled 
vacuum . 

13 Claims, 2 Drawing Sheets 
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ELECI'ROPHORESIS AND VACUUM 
MOLECULAR TRANSFER APPARATUS 

This is a continuation of US. application Ser. No. 
07/064,941, May 19, 1987, ?led as PCT/GB86/00574, 
Sep. 26, I986, abandoned. 

This invention relates to electrophoresis and vacuum 
transfer apparatus. 

Separating macromolecules by electrophoresis on gel 
substrates is a well understood and common technique 
in the ?elds of chemistry, biology and medicine. There 
are basically two types of apparatus in common use. 
One incorporates a separating gel matrix between two 
glass plates placed vertically and in contact at both top 
and bottom with an electrophoresis buffer contained in 
reservoirs which are ?tted with suitable electrodes, 
usually constructed of platinum wire. Samples are ap 
plied to the upper (cathode) surface of the gel and move 
down toward the lower (anode) under the in?uence of 
an applied voltage ?eld. In the alternative system, a gel 
is cast in the horizontal position on a plate provided 
with raised edges which acts as the gel mould. Sample 
wells are cast into the gel by means of suitable slot 
formers placed across the raised edges of the gel plate. 
The electrodes and buffer reservoirs are placed at either 
end of the gel and electrical continuity is achieved 
through the gel by, for example, suitable wicks or by 
immersing the gel completely in contact with the buffer 
reservoirs. In the latter mode the apparatus is usually 
referred to as a submarine gel tank. . 
On completion of electrophoretic separation of the 

macromolecules, gels are conventionally removed from 
the electrophoresis apparatus for further processing, in 
particular, for the recovery of molecules from the gel, 
or for photography or the like. In the case of deoxyribo 
nucleic acid (DNA), if the purpose of separation is the 
speci?c identi?cation of molecules by molecular hy 
bridization, the gel is exposed to subsequent steps of 
processing. These are designed, for example, to reduce 
the molecular weight of large fragments by depurina 
tion in order to expedite their recovery, and/or to dena 
ture and equilibrate the duplex DNA in order to facili 
tate its adhesion to hybridization membranes, and to 
enable subsequent hybridization to take place. These 
steps conventionally require several separate gel—han 
dling steps and typically may require 1-2 hours for 
completion. 
The basic technique which is currently used to trans 

fer molecules from suitably prepared gels onto ?lter 
membranes, for example nitrocellulose membrane ?l 
ters, embodies the principles of diffusion and capillary 
flow and is referred to as “blotting”. Typically, the gel 
is placed on ?lter paper in contact with a reservoir of 
transfer buffer, a suitable hybridization ?lter membrane 
is placed over the gel and is masked with plastic ?lm to 
de?ne the area from which molecules are to be trans 
ferred. A stack of dry absorbent paper towels is then 
placed over the mask and the ?lter membrane such that 
?uid ?ows from the gel and transfers molecules from 
the gel to the ?lter membrane. Blotting is of fundamen 
tal importance in the ?elds of molecular biology and 
biotechnology as an essential step in the analysis of 
macromolecules. Southern blotting refers to the trans 
fer of molecules of deoxribonucleic acid (DNA); North 
ern blotting refers similarly to molecules of ribonucleic 
acid (RNA); Western blotting refers similarly to prote 
ms. 
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Capillary flow and diffusion are inherently slow pro 

cesses which, under conventional blotting conditions, 
tend to be bidirectional and are therefore a relatively 
inef?cient means of transferring molecules from one 
planar substrate to another. The Southern blotting pro 
cedure also uses large amounts of re?ned paper prod 
ucts which are a continuing expense and are not readily 
available in some countries. An existing modi?cation of 
the blotting technique avoids this and speeds up the 
process by using electrophoresis to accelerate transfer. 
In this case the method and its associated apparatus are 
commercially available and are commonly referred to 
as electroblotting. Electroblotting apparatus requires 
separate preparation and mounting of the gel after elec 
trophoresis; processes which are time-consuming and 
inconvenient. The apparatus is relatively complex and 
expensive. In some cases artefactual bands may occur in 
the transferred pattern due to interference with voltage 
?elds by structural components in the electrophoresis 
tank. Smaller molecules may be lost by passing through 
the ?lter membranes under the in?uence of the electro 
phoresis ?eld. 
Vacuum ?ltration of macromolecules from ?uids is 

well known but has not been adopted for the recovery 
of macromolecules from gels, in the ?eld of the present 
invention. However, the feasibility of so doing has been 
shown for proteins by M. Peferoen, R. Huybrechts and 
A. De Loof (FEBS Letters 145, number 2, pp369-372, 
1982) and for DNA by Z. Zaitsev and A. G. Yakolev 
(Byulleten’ Eksperimental’noi Biologii i Meditsiny of 
the USSR N. B. Boclikob Vol 96, Number 10, pp84-86 
1983). 
From the prior art processes as set out above, it will 

be appreciated that they have disadvantages in that they ' 
tend to be time consuming and involve an undesirable 
number of separate steps. 
An object of the present invention is to obviate or 

mitigate the aforesaid disadvantages. 
According to the present invention there is provided 

electrophoresis and vacuum transfer apparatus compris 
ing a body for effecting separation of molecules by 
electrophoresis on a gel; ?lter means mounted in said 
body for receiving separated molecules thereon on 
transfer from the gel; and vacuum means connected to 
said body for applying a vacuum through said ?lter 
means to said body in order to induce transference of 
separated molecules from the gel to said ?lter means. 
The apparatus which forms the subject of the present 

application has been found to be useful for the electro 
photetic separation of macromolecules, particularly 
nucleic acids, in combination with the vacuum transfer 
of the electrophoretically separate molecules onto ny 
lon-based ?lter membranes. The apparatus is designed 
so as to permit essential processing without handling the 
gel between electrophoresis and molecular transfer to 
hybridization membranes. 

Preferably, the apparatus of the present invention 
includes a gel electrophoresis tank combined with a 

' vacuum apparatus which is used to accelerate the 

65 

movement of macromolecules from gels to suitable 
membrane ?lters after electrophoresis is complete. To 
effect this the apparatus preferably comprises an upper 
compartment in the form of a submarine gel tank incor 
porating suitable electrodes and provision for attaching 
sample well combs. This is placed over, and suitably 
secured to, a vacuum apparatus consisting of a vacuum 
chamber ?tted with an adaptor for the attachment of a 
vacuum source. The upper side of this chamber, which 
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acts as the lower part of the submarine gel tank, prefera 
bly consists of an inset porous support plate, composed, 
for example, of porous polyethylene, which permits the 
passage of ?uids. The permeable area of this porous 
plate is controlled by an impervious demountable mask 
ing membrane. The opening in the masking membrane 
is slightly smaller than the nylon ?lter membrane to 
which molecules are to be transferred from the gel. This 
ensures that ?uid transfer under vacuum is only possible 
via the gel. When the apparatus is assembled, the mask 
ing membrane is securely clamped between the vacuum 
chamber and the open upper section which constitutes 
the submarine gel tank. An O-ring set between the mat 
ing surfaces of the vacuum chamber and the submarine 
gel tank forms a ?uid-tight seal. The ?lter membrane, 
which is nylon-based to avoid sticking to agarose gels 
when cast in situ, is suitably sealed in place so as to 
prevent molten agarose from contaminating the porous 
support plate and leaking into the vacuum chamber. 
The assembled apparatus is provided with a means of 
connected to a vacuum pump which is ?tted with means 
of adjusting the vacuum strength within the narrowly 
de?ned limits which are essential for optimum transfer 
efficiency. ‘ 

Embodiments of the present invention will now be 
described, by way of example, with reference to the 
accompanying drawings, in which: 
FIG. 1 is a perspective view of an assembled electro 

phoresis and vacuum molecular transfer apparatus in 
accordance with the present invention; 
FIG. 2 is an exploded perspective view of the appara 

tus of FIG. 1 and viewed in the direction of arrow A in 
FIG. 1; 
FIG. 3 is a plan view from above of the apparatus of 

FIGS. 1 and 2; 
FIG. 4 is a perspective plan view on the line IV-IV 

of FIG. 2; and 
FIG.. 5 is a side view of apparatus as shown in FIGS. 

1 to 4 and incorporating one form of securing means for 
connecting the upper gel tank to its associated vacuum 
chamber. 

Referring to the drawings, an electrophoresis and 
vacuum transfer apparatus comprises an upper body 
portion of synthetic plastics material and which de?nes 
a submarine gel tank 10 and a lower body portion also 
of synthetic plastics material and which constitutes a 
vacuum chamber 11. The gel tank 10 is adapted to be 
superimposed on the vacuum chamber 11 and releas 
ably secured thereto in order to sandwich therebetween 
a masking membrane 12 and a porous ?lter membrane 
13 e.g. of nylon. A ?uid tight seal is provided at the 
junction between the tank 10 and vacuum chamber 11 
by an O-ring seal 14 located in the upper peripheral 
surface of the vacuum chamber 11 and which seals 
against the underside of the membrane 12. 
The submarine gel tank 10 serves as a reservoir for 

subsequent preparation of a gel for molecular transfer 
and incorporates a sample well comb 15 located in slots 
16 in the wall of the gel tank 10. The tank 10 is provided 
with a cathode 17 and an anode 18. 
The vacuum chamber 11 has a rectangular internal 

recess 19 within which can be located a synthetic plas 
tics spacer 20 of honeycomb structure and which sup 
ports a separate porous plate 21, e.g. of porous polyeth 
ylene, on its upper surface. When the spacer 20 and 
plate 21 are positioned in recess 19, the upper surface of 
plate 21 is substantially ?ush with the top edge of the 
vacuum chamber 11. The porous plate 21 permits the 
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passage of ?uid under vacuum and serves as a support 
for the ?lter membrane 13 and associated masking mem 
brane 12 which masks the peripheral portion of the 
porous plate 21 to de?ne a central area or ?eld 22 
thereof through which molecular transfer can take 
place from a gel to the ?lter membrane 13. 
The vacuum chamber 11 is provided with a vacuum 

port 23 by means of which the vacuum chamber 11 can 
be connected in known manner to a vacuum pump (not 

shown). 
As illustrated in FIG. 5, securing means are provided 

for releasably securing the upper gel tank 10 to the 
lower vacuum chamber 11. As shown in FIG. 5, the 
securing means comprises a pair of clips 24, each of 
which is ?xedly hinged at 25 to the lower vacuum 
chamber 11 and which can be pivoted about its hinge 25 
to engage the upper surface of the gel tank 10 in order 
to clamp it in operative relationship with the vacuum 
chamber 11. Although the securing means has been 
described in FIG. 5 as a pair of hinged clips 24, it will be 
readily appreciated the securing means can take other 
forms. For example, the seeming means can be consti 
tuted by elongated screws extending through the gel 
tank 10 to engage releasably the vacuum chamber 11. 

If desired, a suitable trap can be provided to prevent 
liquids entering the vacuum pump. 

In order to use the above-described electrophoresis 
and vacuum transfer apparatus, the spacer 20 is ?rst 
placed within the recess 19 in the vacuum chamber 11. 
Alternatively, the spacer 20 can be reduced in depth 
and made integral with the body of the vacuum cham 
ber 11. The porous plastics support plate 21 is then 
placed on the spacer 20 so as to form the upper surface 
of the vacuum chamber. The masking membrane 12, 
exceeding the area circumscribed by the O-ring seal 14 
and with the unmasked area 22 slightly less than that of 
the gel area to be transferred is then placed over the 
support plate 21. The ?lter membrane 13 is sealed over 

' the unmasked area 22 so as to provide a gel-tight seal 

45 

50 

55 

65 

during in situ gel casting. The upper submarine gel tank 
10 is then placed over the masking membrane 12 and 
clamped in position on the vacuum chamber 11 by 
means of clips 24 so that the O-ring seal 22 engages the 
masking membrane 12 to make a ?uid-tight seal around 
the periphery of the mutually engaging surfaces. of the 
tank 10 and chamber 11. The sample well comb 15, 
which stops short of contacting the ?lter membrane 13, 
is put in place and its position is marked on the ?lter 
membrane 13 so as to note the original position of the 
applied samples. A gel slab is then cast in position on the 
?lter membrane 13 to seal the entire space between the 
gel tank 10 and vacuum chamber 11. A suitable electro 
phoresis buffer is added to the gel tank 10 to cover the 
gel. Samples are added to the sample wells 15, suitable 
electrical connections are made to the electrodes 17,18 
and electrophoresis is carried out in the usual manner. 
When the electrophoresis run is completed, the current 
is switched off, the electrophoresis buffer is aspirated 

' out and successively replaced by the appropriate ?uids 
to prepare the gel for molecular transfer. These prepar 
atory ?uids are ?nally replaced by transfer buffer, usu 
ally 20xSSC. The vacuum pump, connected via a ?uid 
trap, is switched on and transfer of molecules from the 
gel to the ?lter membrane 13 is allowed to continue 
until complete, usually in approximately one hour. 
The two separation functions of the apparatus can 

also be used independently of each other. Thus, the 
submarine gel electrophoresis module can be adapted 



5 
for singular use by omitting the ?lter membrane 13 and 
inserting a suitable impermeable mask between the 
upper and lower modules i.e. the tank 10 and vacuum 
chamber 11. Likewise, the vacuum chamber module 
can be used separately to transfer nucleic acids from 
gels which have been processed in a separate electro 
phoresis tank. In this mode, the electrophoresed gel is 
placed over the masked aperture 22 so as to overlap its 
edges and in contact with the hybridization membrane 
13 beneath. In this mode of use, since hot gels are not 
involved, transfers can be made to membranes other 
than nylon-based membranes. Alternatively, gels may 
be cast separately, before being placed in the apparatus 
for electrophoresis and transfer in the usual manner. In 
this case any type of hybridization membrane 13 may be 
employed. In this latter mode, the porous plate 21 and 
?lter membrane 13 may be sealed off by a plastics sheet 
held in place under vacuum by switching on the vac 
uum pump. When electrophoresis is complete, the plas 
tics sheet is removed allowing the electrophoresis 
buffer to drain away whilst the gel is positioned ready 
for vacuum transfer. Alternatively, in versions of the 
apparatus incorporating a shallow vacuum chamber, it 
is not necessary to seal off the submarine gel tank 10 
from the vacuum chamber 11 as an insigni?cant volume 
of ?uid would ?ll such a reduced space. 
The pump used in connection with the blotting appa 

ratus can be of any type providing that the vacuum 
level can be precisely controlled. An electrically driven 
diaphragm pump ?tted with a vacuum gauge and regu 
lator, for example an air bleed valve, to control the 
vacuum output is suitable. The vacuum is adjusted so 
that it will not collapse the gel, thereby restricting and 
reducing the molecular transfer, before the macromole 
cules of interest have moved out of it. A vacuum of not 
greater than 0.05 bar (50 cm.H2O) is suitable for RNA 
and DNA transfer from agarose gels. 
To disassemble the apparatus after transfer is com 

plete the vacuum pump is switched off and the steps 
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described above are carried out in the reverse sequence. 40 
If desired, the apparatus can be constructed so as to 

be fully automatic in operation. In this mode, program 
mable pumps and ?uid reservoirs are incorporated so as 
to permit all steps of ?uid substitution to be carried out 
automatically. 
For transfer of DNA by blotting in previously pro 

posed methods, samples are ?rst separated by electro 
phoresis on slab gels which are then transferred to a 
separate container and exposed ?rst to a DNA denatur 
ing solution and subsequently to a neutralising solution; 
a process which takes about l-2 hours. The gel is then 
ready for blotting and is transferred to a suitable blot 
ting apparatus. However, the apparatus of the present 
invention as described above has the inherent advantage 
that the gel slab to be blotted can be efficiently pro 
cessed through blotting pre-treatments without being 
removed from the apparatus. Using this facility a DNA 
blot, for example, is denatured and neutralised in a few 
minutes. 
From the above it will be seen that the present inven 

tion provides an apparatus which effectively combines 
the functions of separating macromolecules on gel sub 
strates by electrophoresis and subsequently transferring 
them in situ to adsorbent substrates, without further 
handling, by by means of a controlled vacuum. 

I claim: 
1. In an apparatus for effecting electrophoretic sepa 

ration of molecules in a gel, 
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6 
reservoir means for containing the gel in a body of 

liquid; 
support means in said reservoir for supporting said 

gel, said supportmeans comprising a porous sup 
port member for supporting a ?lter medium on one 
side of which the gel is to be located; 

a pair of spaced electrodes within said reservoir 
means for applying an electric ?eld across a prede 
termined portion of the gel; and 

vacuum means for applying a vacuum to the opposite 
side of said ?lter medium from said gel to transfer 
onto the ?lter medium the molecules separated in 
said gel in said reservoir means by said electric 
?eld. 

2. The apparatus of claim 1 which includes securing , 
means for releasably mounting said reservoir means on 
said vacuum means in a ?uid-tight manner so as to 
clamp said support means therebetween. 

3. The apparatus of claim 2 in which the securing 
means includes at least one clip for clamping said reser 
voir means and said vacuum means together. 

4. The apparatus of claim 1 which includes means for 
providing at least one sample well in said gel. 

5. The apparatus of claim 1 which includes an imper 
vious masking membrane adjacent said support member 
for de?ning the area of application of the vacuum to the 
?lter medium. 

6. Transfer apparatus comprising: 
a tray having a bottom wall; 
platform means in said tray, said platform means 

including a porous support plate; - 
said tray and platform means de?ning a chamber 
between said plate and said bottom wall; 

liquid reservoir means above said plate, said reservoir 
means comprising a wall extending above and sur 
round the perimeter of said support plate and ar 
ranged to contain liquid above said support plate; 
and 

a ?uid port communicating with said chamber for 
withdrawing ?uid. 

7. Apparatus for effecting electrophoresis and trans 
fer of macromolecules to a ?lter, comprising: 

(a) a ?rst chamber in which a gel is mounted; 
(b) electrodes within the ?rst chamber for applying 

an electric ?eld across at least a portion of the gel; 
(0) a second chamber disposed adjacent to the ?rst 

chamber; 
(d) a partition separating the ?rst chamber from the 

second chamber, and supporting the ?lter; and 
(e) means for effecting a pressure differential between 

the ?rst chamber and the second chamber. 
8. The apparatus of claim 7 wherein the macromole 

cules are nucleic acids. 
9. The apparatus of claim 7 wherein the ?rst chamber 

is a ?uid containing reservoir. 
10. The apparatus of claim 7, 8 or 9 wherein the ?lter 

means is selected from the group consisting of nylon 
membranes, hybridization membranes and ?lter mem 
branes. 

11. Apparatus for effecting transfer of macromole 
cules from a gel to a ?lter comprising: 

(a) a ?uid containing reservoir; 
(b) a chamber disposed adjacent to the reservoir and 

a passage therebetween; 
(c) means for mounting the gel within the passage; 
(d) a permeable partition between the reservoir and 

the chamber which supports the ?lter; 
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(e) means for effecting a pressure differential between bottom, and said at least one upstanding wall; said 
the reservoir and chamber; and liquid permeable partition being capable of sup 

(f) electrodes for applying an electric ?eld across the porting said ?lter and said gel in said ?rst compart 
gel. ment; and means for creating a negative pressure 

12. Apparatus for effecting transfer of macromole- 5 differential between the ?rst compartment and said 
cules from a gel to a ?lter comprising: second compartment for transferring the macro 

an open tank comprising a bottom and at least one molecules from said gel to said ?lter. 
upstanding wall;aliquid permeable partition divid- 13. The apparatus of claims 12 wherein the ?lter 
ing said open tank into a ?rst compartment de?ned means is selected from the group consisting of nylon 
by said liquid permeable partition and said at least 10 membranes, hybridization membranes and ?lter mem 
one upstanding wall and a second compartment branes. 
de?ned by said liquid permeable partition, said "‘ * " ‘ ‘ 
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